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\£ **iratts t bfi-mm*** >;^t— < a 2 (pla 2 ) * wi*g£i3- K-r-ssg 
O 

$eip!cD pla 2 * wt*ir#g£<!Ftt*o 
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mmm 

fc»J|*jfcK»-r*iji;fl: ; *SBUB* Wi*H*«^ 

'J /1-4f A, (PLA,; EC 3.1.1.4) li. 'J ^©2-7^^ 

6D^«ttx (Ca lt ) SH^Hte^^T. diBSPLA,. 

iffllJiSStSPLA^ Ca J+ ^'fiSc#SPLA l . & £ V I' Platelet-Activating Factor-T-fe^ 
H d ^— -if 7 ; 'J — l3#£icftlTl , *-5> (Balsinde ?>^J. Biol. Chem. 

272, 16069-16072 (1997)) o 

c©a ■%>&&m?itL i 7 7 5. y -a. SBj&^Kfl-^sns&a-^m (13,000 ~ 

15,000) ©PLA,#^S¥T-& D , IB3K HAS. IIDS> IICSL VS. &£>tf(3X^© 
6ii^«I^ntV^o ^ftl©^?i^ ■^©^^4'^12~16{@(DCys^*^^ 
*>. ft^ftitXK? J K^SffiSbt* t) s SfcHis-AspSS* 



WO 01/21775 ^ PCT/JPOO/06344 

ttrtfct- 4r-©C 4 »**»*r« (Tischfield^ J.Biol.Chem. 272, 17247-17250 
(1997), Cupillard^ J. Biol . Chem. 272, 15745-15752 (1997), * «fc tflshizaki 
J. Biol. Chem. 274, 24973-24979 (1999)) 0 

watt, mmm-cmftmmtLTmm+zis^ ^uw^tr*^© 

10 7Stt, ^^ftCJU^UBfc^^i^, *&Xffltt, m*** 
!X!f\ 17, 694-701 (1998)) 0 
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15 ggPJjgPggm 



ntzifi, Zommx-. Expressed Sequence Tags (EST) =r- *? ©it£^ 
* * MMcMA? ^^j-io iB-ffiPLA, ^W^g^- h . n DNAiB ^ 
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^MSIPLA,* >;1^g (IIESO £n- H-rSDNAEai&jatH bs *$gHJ§£5S/&T 

( 1 ) E#J#^ 3 0 CD 1 {uCDAsnfr£> i 2 3 tfL<D Cys$ CD 7 X J »S3»J*^tf 

(2) 3 OCD- 1 9{iCDMet^e, 1 2 3 ftCDCysi; T- CD T 5. ytt£$l& 

HTtr±aB (1) 83«<Z>*W1*H; 
10 ( 3 ) ±13 ( 1 ) £ fcti ( 2 ) lzg3f«CDT 5 y KE£lfc:£b*T UL < 'ttftfl 

(4) ±12 (1) . (2) (3) CDiNf ftfrlClB^CD* — 

K -T 3 DNA ; 

15 (5 ) IE?'J#^2 9 CD 1 1 6{4CDAa>£ 4 8 4 &CDC^ T~ CD^SE^'J £^*t ±B3 

(4) IB^CDDNA; 

(6) K^iJS-^-2 9CD5 9 &CDAjb>t> 4 8 4 {£cDC£ T- CDJgSE^J £ #tt±H3 
( 5 ) 13 <6 CD DNA ; 

( 7 ) ±13 ( 5 ) ( 6 ) (3|3«CDDNAi:^ h U > >J a > h &3U$T-/W ^ 

20 U^-fXL, U — H?Ajr£i££;t^&* >/1^ff KT3DNA ; 

( 8 ) ±13 ( 4 ) ( 7 ) CD^-rftfr£a3®CDDNA£ ?f £ ft 3R ^ £r ; 

(9) ±13 (8) I3«CD|g^^^^-^^^tc^ALT:^e»n^^Mte^^ ; 

do) m$.ifim3LmMMi&-t:$>z>±m (9) BBmcD^M^j^^o 

(1 1) ±13 (9) Sfcli (10) fcSB*©JBJHE»fl;*JS#-r*xg, iJ ct 
25 U^X£ft*:±fB (1) . (2) Sfctt (3) CD \\ ITtlifi \Z I3«6CD * > ^ f| £ 
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(12) _t IB ( 1 ) N ( 2) &tzit ( 3) ©lr>rft*»fcS3«©i> 
( 1 3 ) ±ffi ( 1 2) ca3*©ttfl:*^*-r-5 d i:*»ai:f 

5 (i 4) ±ia (i 2) fcaaa©^^^^^^^*^^.^ 

(1 5) ±13 (1 2) fcS3*©iftf**^t-*C 

(16) ±i2 ( i ) , ( 2 ) $fc{± ( 3 ) ©^m^ce*©* >n#m%m 

(17) ±ie (i6) tciega©;** y-->^&j; D^n*-^ (i) 

R 1 — (ChynHD^—^R 2 



RMi, -COOH, -SOaH, Xfct - PO(OH) 2 ; 

R2(i, -COCONH 2 , -CH2CONH2, Xtt-CH 2 CONHNH 2 ; 

nit. 0 ~ 6 ©ggf) 

T-^^tlSYb^rfeS^^^^fr 3 HEM*** U ^--tfA 2 fflMJ ; is J: if 
(18) IIES****ij,i_-tfA 2 #±iB (1) (3) ©lM-n^{C|Bm©^ 

>/^K-C*«±E. (17) gBIR©l»*i s (3iiT^o 

*mw<D* >n*m\z, rmmm^z 0© i&Asna>£> 1 2 3fi©c ys $T*© 

7*5 ^-KiB^J^^tf^ t*&D, r@B3?ij#^3 0© - 1 9&©Met#& 1 




(a*. 
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2 3 {4©Cys£f©T 5; J «S^J*^tP* >/^®j bQ-g-fZo rie?U« 3 0 
© 1 {£Asnfr£ 1 2 3 &©Cysg;-£ ©T 5. y ^ SB ?'J £ ^ t? * >;1^gj J£ N ^?iSS 
PLA,©/M* rfB^ij^^ 3 00- 1 9#©Met#>e> 1 2 3&©Cys 

•J t?A 2 r544j fcB\ r 3-sn-** * ^ y * y K ©2-T ji* 5 1 ;i,jjg£-£Ca2+ 
15 c t *t#5o #$8B§©* ws^Mte, c©J;o^»i-H0iiS-fg4i 

tfo 

20 BJJ©DNAtLT. #£L<ti> *«W©J56J^^ >/1^S^3- K 1~ -5 iB9!JS-^ 2 
9 © 1 1 6&©Afr£> 4 8 4te©C*-e©lgSBE9iJ&^tfDNA*s0!I^$n^o 
##gBJ§©5fej5&5fc&* >y1^ — K -f 31E?!J#-St 2 9 © 5 9 (£©Afr £484 

e©C^T-©^SlH9'J*^tfDNA*sfini^$n-2)o^:^H^©DNAi:X t> >J >i?x> h§ 
*#-C;W fro*** U y^ — -if A 2 fStt^^-r-2> ^ >^#M*^ — 

25 KI-SDNA^,. *^B^©DNAC#^ ti^o r DNAC* MJ > :n > h fclfef^T: /\ -f ^ 
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5 

mt- «. MttwrirD*-*.-^ trp ^ lac _ T7 SV40 

P0C.9. SP0RT1& if) C «» a «, ctE , S^B^aKu 

«. as***. 7v**-tM l ttm9 , T , le((||()Mtt8i 

25 H-rs*«®rSi9(Slt%s„ 
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R 1 — (CH2)n -O^^ .R 2 



5 (5£*K 

Ri«\ -COOH. -SOaH. X(i-PO(OH) 2 ; 
R 2 t±. -COCONH2. -CH 2 CONH 2 , X«-CH 2 CONHNH 2 ; 
nti, 0~6CD^|&) 
10 -C'^^ix^^b^-feo 

5-1 A MM. »SL<I4, 5-1 Oil, ^f?,t^S U<(i 5 ~7flS!l©*r*| 
^D^>*> N ^^D-sdf-1t>, *>^o^^*>, iji^v^ n^-^ * >) 

w-e&tu ^jstf*^ iii?, ^Stitn^^^^-sp^^^jR^n^ 1 ~ 3 
^DM^^^tf 5-14 (Dmm^itm-rz, mmztifcztz&wmzn-z^teu 




(i) 
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-,K ^y**^, K'^>, if**^ n^>, h , jT 

* * yu>% 7 * 9i ,^ *^ U3 ,^ *,*» u>% 

5 *>,y>, ^ yi ;>, :7,*> M JS?>, T * 

2-a] * DD [1} 2 _ b] KDDMmw 

,x B4 r> (F. ci, Br, I) , tFD ^ m ^ tKD + 
^ =hD, ^y, ***7K ****** 

f *o 

r7/l '** J ktt * M**Ktt»tti««)Cl-C8©7**JHfc tt c 
3-C8 W7 ^^ Wt5o WjtH[% ^ n-rnJ;K 
-fy^Dlf^ n-^;K -fV^K tert-^K »-^>*/k ^ v ^ > 
n-^*^, K n-^^K n-***, K ^D7fl^ ^ Drf 

Ktt»tti*flCNC8^D7H**tttC3^CB 8 ««, D7 ^ .. 
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2, 2, 2-hiJ7^tDxf;K 1, 1 <- ^ 7 to* U MJ^DD^f 
;K 2, 2, 2 - h >; ^ n □ jl^-;k l, 1 - ^^DDxf-;i/^i)Sf (f^n^o 
VTtoT-toA tit, l ltfcii^nw±©ri^^tt^ N fiii#fcL< 

(iMitt©C 2~C 8 ©T;i^xwH;£|J C 3~C 8 (DMRTtoV-to £ MR 
5 t^o 0Jx.t£, t-iK l-7D^rjK 2-7D^"JK >fV7D^r;K 2- 
is ? VI f^- > - i - ^ 2 - ^ D > -1- -i to, 3-*S# U^>y^>-1 

--(to, 2-:x^n-.*-t>-i-^;b4!#3M:f £ft*o 

l±ft&m&<DC 2 ~ C 8©7;^x;^tac 3~C 8 © * - ;i/ £ lt«ft 

10 Mill - j^ i-7Dtx;K 2 - ^ D bf - ;b N l - 7^ - ;k 2 

rrv-Kj tit, c6-ci 4 <n%mm^m&tziz53wmm-&m*mt*[,. 

MXit, 7xr;K (0J;tyu 2-^-^^;i/) x T 1/ Y 

15 l-7>hu;K 2-t>m;;k 9 - y > h >; m&mif S> 

5>/K ^ ^ — ^x^A' 2-7 i N 7i-^7Dt;K^ 

^» 2 - 1- 7 to * )\>m) , T>hVto^9~to (mZ.it, 9-7>f'j;Mf 

r^s-jr D7'J fcfct % ffi,%Kit<£*i;g>. ^HUl^, ISS^XIiiiJ^? 

25 D7 U ))/ T to )]/ j tit, huIB rj^Jp^j <D&m<DtfLWizm$2 
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tf, 3-t7>;y;M^) , (Mil a. 2- (tr^!/-*- 

TWA,*** 2- (f7>;-;i-2-^b) i^/lO , + 

(«iB, 3-^vf7v'J;Mf;i,) , y*-y- \/y**7-;i, (M 
3-^;^>;.;;Mf^) , 2 
v/y;i/^^;i/) , tf^-tf-v/y 2- (**u-\/-^-2--f /i/) 

3:^^), K';^^ 2-Kyj?^f^ 3 -i?y 

4-tu^;Mf;i,) , t'J^xf* 2 -if y v*,***) m&m 

7fr*=.fr s 7KZ-JV, ad^> (F, CI, Br, I) 

t|fD * m ^ tFn^, -I-D, ^7A *»#7"K 
^^-T-b^;!/, ^-**^j|f*s/ N S^**^**^, >f ^ 
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13 2 14, *S60Ji©b r PLAj£rj- H T -5 ite^F * £ BW&Wkfo t . PLA, & 
S&^J&mElfcttOMB&rt (Lysate) tmfa±m* (Supernatant) © PLA, *£ 

5 0 3 {4, #$gHJI©t: h PLA, *n- *JBMlEiM*©«f 

#_h^*© PLA,rS4£© Ca !, f M^^tlt'$5, 

EI 4 (4. Indoxam IZ 4 £ # $g HJJ # S PLA 2 £ ^tf^a&S PLAa © IS « ffi & * 

io ttwznmirz rztbipm&camm 

*&w&, &i>izmmt hfrwm*** g At—* a, km?-*. 

i^fc> U ^-*A,?Stt*tt«l&fc:ffl*"rsft«£-»©;** U -->^;5i££ 

* % m & m m PLAjs j — -k -r a dnaib ?ij 
20 *^0^©dna{4*^b^{z 4 t) s^SftfeEfliwatas-^T— jRttflte^x^ 

tt^i£{£4 !)^lc§!fjg • Kf#-r-g. d £#T" £ 3 (Molecular Cloning 2d Ed, Cold 
Spring Harbor Lab. Press (1989)^#hb) 0 JUfcfcj iz (4#$gHJ3DNA#$e5i £ ft 3 3® 
3^i<tt). m^(C^o-CcDNA^-r 7^ "J— £H^L, ^ 5 7^ U — * 

25 i-4 D ir § (Proc. Natl. Acad. Sci., USA., 78, 6613 (1981); Science, 22, 

778 (1983)^#hb) 0 cDNA© $£Mk. U T J4 x ##gBJ3©DNA£ ^MT Z> £3©ijlJ3Sv 
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«*ttcibntecha J: D *JR©*«cDIA5-f 



MWIAeMCl^tt, PCRS(Science, 230, 1350 (1985))ft= J: SDNA/RNA 
20 RACES (Rapid amp l if ication of cDNA ends; 12(6), 35 (1988))«o 

KWtt, «*. fl********^. Natl. Acad. Sci., USA. , 74, 5463 



25 
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( 1977) )-£v*-tf- A - V ^(Methods in Enzymology, 65, 499 (1980))^ 

(-tot, £fcfSM£iimi6©^-^:ii>**y h^£ffl^T, -£©j&Sis?ij£ 

5 

(1) T V XfrWm?Lk } &zi— K-f 3DNA©ie?"J&;£: 

10 If HA*©cDNA7i' 7" 5 U -m*mmt LT P CR (Polymerase Chain Reaction) 
W e>tifzMA&iK*I)Mis — ?^>is>?lz& t> "f S d £ £ £ S . v 
■^^^•^SPLAjSn- K-r^,DNA»r^^^^^ti^-2>o 

(a) mm.?ik, cDMJSj^o^mt^ ^ ^mm-^(Dmm^^ — ><Dmm 

15 DNA »f#-#E&;fc-f * ite^i:. ^©ite^^n- f-t^* > JV7W(Dmm*ffi 
ffi-t Zfc&bizlt, zamfrfrb 5 ' ffig *5 «t 3 * <RHwO& #&;fc|^© cDNA £J£ 

^©jtis^©$g5!s©#v^M£#)isM^ffl^.s c t &nmmft±GmT:&z>o 

£ mRNA Lfci'- h ^M^^IS L£ DNA Wr)t (7D-7) ^ »J £^-f H* 

PLA, cDNA»f>t?&ff -5^^*sfe^ 0 CI © J: o ®f>m> WAHU EST^F— — * 
-f£ PCR iZ&^xmMtZ Z t^pJtgT-fe^o ^e>flfe cDNA BfM- (ffiaiS^ 1 ) 
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^»- 7t l t ^. MM4 , s , Kae^tt. 



(B) ▼*^»»SPU,*3-|tf*«cDIA©M 

(Rapid Amplification of cDNA End: RACES) . cDNASC^ t L 
10 Ttt, v^^PMs^^Marathon-readycDNA (Clontech*) *« t ^ 0 



15 (C) t ►»je«PU,*3-|.f Sa:*cDllA(0*« 

Geno.ic MA (BOEHRINGER MANNHEIM) iMMt Ufe PCS «<J„ T , *, teir4 t , 
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frWW. PLA 2 ©gP^123?iJ^^ u-=.>? tfeo C©fc r PLA 2 cDNA * ife SB © tl SB *=• 
£>, cDNA © 5 ' m 3 ' Sg&^t?±^T^gP^©K?U{i. 0S;U£, & ?>fr 5 ' 

m$lizi,x, c©^5£©ie#J£*ff&-f >; x> — t PLA, cDNA !8rJt£##li$& 

5 t'Jn-Y-C^T-t-PCH^ffacttCioti^Cttft-t^ClBB RACEi£) 0 
fe^V^i. *§|H)44#igU t^T'££ x"j?* PLA, cDNA © i& S IB ?"J tl $B <fc D t r 
cDNA ^ ^ v U - £ l&S £ L £ PCR £ ^ o CI £ £ £ o T ^ 3 £ £ # £ o cDNA 
mUt\sX\±, ftmmo&l^t^mZtiZ t h 'J^Efeifc© Marathon-ready cDNA 

&m^ 0 i2?ya©@B?u#^- 2 9 tmmm^ 3oc> <i ©«t o iz Lxm^nrz t 

10 hfri&m PLA, * >^^M3te^^*-T -5 D N A©E?iJ ii^entCfc oXn- h* cF 

*&w* w^ff©n§g 

(1) ttxl PLA, * >^*SC©$63! 
15 #$g0j§©* >yt^M(i x *&W<D DNA @E?'Jti$8£ft-3 t . it£^x^ift^i£ 
(Science, 224, 1431 (1984); Biochem. Biophys. Res. Comm., 130, 692 (1985); 
Proc. Natl. Acad. Sci., USA., 80, 5990 ( 1983)4? )£ J: D s fL * > rt 2 M 

LTIi. ^X.(i-b-;i/©tBflSXfe^ COS «BflS (Cell, 23, 175 ( 1981 ) )-?> ^ * <i - — 



15 



10 



15 
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RNA O^^^gp^ #'J75« = HMa»if||TI)||tW 
*-**«>***** % Zti*mtZAmK*1>mm»***\,T»Ti>A». *^ 
31^*-©^ Ltli, SV40 ODi7D^-^-^ tt5 

pSV2dhfr(Mol. Cell. Biol., 1, 864 (1081))**#! M **. «««£* 

7Dt "^~^ n pAM82(Proc. Natl. Acad. Sci., USA. , 80, 1 (1983))« 

**«f«©4.«F*L^ a IBtiHTtt, E. coli K12 ****»*n*. 
Ttt, «*«trp;rD*-*.- % lpp^n*-*-, lac^D*-*-, PL/PR7 

****«C«Lfc*fl:T-e*JST** 0 «*tt. PSVL SV40 ^ 7Dt -^ 
-«T*t*««oth» M PLA,*****^,*-^ ****** 
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st> 37°ct- 3 nmt%m?z> c t £«t d s pla,* wt 

w**jr«U ^©MffHifC, <b^ttttW^£#jffl b£=&fl©#$tiil 
5 f£ (Biochemistry, 25(25), 8274 (1986); Eur. J. Biochem. , 163, 313 (1987) 

zm. mft&m. y;i/*i§* ®.m?v^ tv^y 4 

10 Tjk 7? # & o 

(2) &#itt<Z>ff?» 

Site-diredted deletion (SBGEjaSgBUfigO (Nucl . Acids Res. , 11, 1645, 1983) „ 
Site-specific mutagenesis (gfSfim^ft^M) i£ (Zoller, M. J. etal., Methods 
inEnzymol., 100, 468, 1983. Kunkel. T.A. et al., Methods inEnzymol., 154, 

367-382, 1987) % pcz^m^m fflm&mmm ?<om m IZ £ Z 

20 I5&mifi$>2> 9 

&tiL&m&}^m&-Z: &*U;f N 09*. JiMolecuar Cloning: A Laboratory Manual 
M 2 Jiggl 1 — 3# Sambrook, J.<b^ N Cold Spring Harber Laboratory PressttS 
J&New York 1989^ t IE«©^{im^l&'£^g§3*&-*>PCR&& ^©#&£flJUs * 

fflV^Ts 0Hx.fi Mo lecuar Cloning: A Laboratory Manual^ 2 Kg^l -3# 
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Saabrook, J.fe* Cold Spring Harber Laboratory PressiiJKSNew York 1989* 

lfi?i« CWJtWiw< Mutan „ . 

SuperBxpress Km, Mutan « -K (2«£ttK) , Quik Change Site- Directed 
Mutagenesis Kit (StratagenettM) r #<5gffi T- £ * 0 

T, fli«n7« (Crea, R. et al., Proc. Natl. Acsd. Sci. U.S.A., 75, 5765, 
(Wallace, R.B., Nucleic Acids Res., 9, 3647, 1981) . ii#> £ ti£ * D - > 

«*. (i) ^LKM&zt^tmv^mzm^ %m*z®z m ® 
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©aigf^n^: 5 H-:fr W-f >^CDM£. Elsbach £ CD (Methods Enzymol., 197, 
24-31 (1991))fw^lNaiJ^-ri, 0 

BS^r^H-^, >^^H^r^^-r^^^^-^ff$ste^Lfciffl@, bps. m 

Still, 3ne»4^gJ:t5o ;lcD&^J)5*£JB^T. Antibodies; A 
Laboratory Manual, Lane.H.D. £> $g x Cold Spring Harber Laboratory Press £±i 
15 m. New York 1989 *f& Zlzmm&fi&izU^X. i®#J&£*£-?:i&fe&&^-f £ d 

{wf^ML. WSGf-rsz. J:* 5 ?^^. aa^^- ^-tf-^&^cD 

20 ( 2 ) ^ y ^ n-±)Vfofc 

m I? Us ^ ^ o — v ^BflS t. ffllci cF T Kohler h Milstein CD (Nature, 256, 
495-497(1975)) 

7U §;[ LJtg^ 7'J K - V ^ # * D - > Jfift; § 

25 I4?tf5, «*KttT©iil:J: t>** W^fCcD^ey ^ D-^vifcffc&ff 
. 3 Z : 

(a) * w<*Rfc:j;S v«j7*CD&jg s 
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(e) &*tg-£ft&(K*tt£ (ELISAK ^x^^^D-n&^acj; 
D-- 
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(1) @*B'fbLfc*|gBJ!©^y ?u—r»tn,ftiiQLMfem*&ifcZl£, UWUb b 

(2) @ffi<bffi<*±©W>f&&J©«4££$]^-r*o 

io z&rn^ e>n-&o 

15 hj £ti&-f *<> 

PLA L 75^^^^fltJ^IBmi-^-fb^^g)^ ^ 

*fflV^-f'^-7»h'7i";-=> ^*#^t:f £ft£ 0 itixll Reynolds 
(Anal. Biochem. 204, 190-197 (1992)) {CtfcoT. 96-^ 7b — h p"3 £ , 
IBW 1 V Villi (racemic diheptanoyl thio-phosphatidylcholine) fei^ZflZ 
^felSM (5,5 -dithiobis(2-nitrobenzoic acid) ) £Aft£o > # X. 

25 T 4 O'CXmmtamm^ >*i-^ — h Us ^©iMJg (OD:405nm) (DmtZM 
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10 



15 



pla 2 c *r-r * uisrs# * m Lm z , 



•;-^>^^s{3 £ k »*■ e»n^<b^fe{i. a*Bg pla 2 ©rs^^fflgt- * 0 
^^^^ &M*n«, «ittth'^A, *u*a. *;w>*a, 

WfttokLttt, AM. It«, « tt M. *r-b^a«©«#» 

mm. mmmm. am. *d*?\ * » *f»ma>mM**mm#* 

20 KliIgf§cj:i St . ?5o 

±IBKXSMaa***tt. tt£Mn*<&<. A#©*#*. tt 

H*<Dfta>** % ^oigfWDT^^^, m*h. km. mm 
25- Bca-MMtt. A»cjstTJHiinf*Mrt. j&tfk jftT*L<ttMRi*».*3ft 
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a x ftizmfeztit, mm<o^m^m. mmmm. mmo^m. &m 

Z&MOgimzfabxm'gMIRZtiZo -«flUlw{±, M&^S14. lB^fcDft: 
llkgSf:!3, Jft 1 ~ 1 0 mglltt^Asj; < ; mMMit 10C1-SHI 

*&w<?)tn,mz, *ftw<D$-mm pla 2 c^nfaciig^-r a z. t£4 o . 

BJ3©#iM PLA 2 © PLA 2 f£44£ffl^t-£o tfcoTx *$gHJ3©iSiteJ4, *mW<DX 

? \) -->mmiz£ Qmznzib&Vdtmmiz, MMKfi-wm pla 2 ©itmu: 

10 

*SSW©#Xgl::£VNTm^-ja3to&||g^& (DNA © 7" # D 
Setts 7-fy->>3 >SJfc, *B§® ©}£©*£&. DNA ©#J|5gilfjt£4 S^-fbx 
15 +f >Mtif%?) J4 Current Protocols in Molecular Biology (F. M. Ausubel et al. 
Ed., John Wiley & Sons. Inc. )lz 4 o tz „ DNA * 0 =f v - {4 H PUIS H£ (#0 4 0 
UfALfco : r — $ (Dffiffi&V y h ">x7- ||$6 © GENETYX-SV/RC £ ffl \\ X 

pflwjgc: 3 njH&£fe&3 misincorporation©fg#£i*|& L£ 0 

20 

Bi?m©EaiM 1 £ N EST ^-f^-X^lz&tftZtifz PLA, * rj - >' -f £ t 
ZtlZ cDNA«r«-©.ffiSJy*5s^o d©Ic.?iJ(4& < $ T* * «diB9U"C fe -5 o 3. © 

r*fc»tl4^ d©»ftf-fr£>5' {M;fe4tf 3 ' {BSto^^i,*!^^© cDNA£i£g|£ 
25 fcBBSfc£©W#SI»©K*JSMR*-* i fcBj&SifeSo£fi cDNA£^ 
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PLA 2 cDIAKfrttv^^MliMocDIAtCtttWffltf * PCR £ «fc o T Mt <E> 

5 

b»«# i © dna sb^i * * t ccm 2 * 5 dna * u rf v - * 

*«L&. 2*16 O DIA * y Sv-ttB 1 feiRt « «ttlR«t:t «. E9V< 
^ 2t305r ' J ^-^7-* 6tt 319 ■>»*# 4 5 ©tf U dv-A 

T-^e,«315^S^©p LA! cDNA»«-*«PCRfc:J:oTJ««*n*fc**-e&*. 

S»H4J:5WU^. Ci4 p CR *^*AttfcM**o T 
PLA, cDHA*Ji(ir*Ci:**Tf& 4 i:j B ^T ?ss (Nested-PCR) . 

MUTcDIAK»*Mb fcw C©cDIAK»*«|sk: % E«M2t3©*U 
=^-*«^TPCR*frofc. («) ©TaKaRa Ex Taq*«lK fi 

£Mtt3*XOtt*M««fc:ttofc. *««■(* Perkin Elmer Cetus *t© 
Thermal Cycler *mm U 9 4 "C 1 *K 5 5 «C 1 *K 72«C l*fc 3 0*-r 

.^Tf»itffoft. fi,**, S^^^© 1 * -1 *iffli:LTiW4k 5 © 
*»=fv— C2HB© PCR^frofco fiJ6*ttttl B |fc HW54 PCRSJS 

ttft 2% 7*D-^;H^ SCi4 ^ Lfc. *<Dtt«« 

C © DIA W«- * y ^ 6 W D m u ^ ^ 3 a<0 GenElute Agarose sp . n cQiumn 
£«fcoT MA©*«ftfro&.-C©DHA* Invitrogena©^4r^-pCRH ^ ^ 
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>r-^3>u >mx-xmm dhs am (toyobo^) ZMnrnmLtc* 

m t>tifz&frmz.J:mm&i%m r^;* ^ K DMA fcHJRUfc (Promega *t© 
Wizard Plus Minipreps DNA Purification System) 0 # —IZ^AS tlfzj > 
it— h 8&#©^aiE?'J£ Amersham Pharmacia Biotech *t© ALFred DNA Sequencer 
5 CctoT^Df L£o -^©ig^, iE?'J#-s§ 1 SK^J^^^-S DNA 

. MMffl 2 v^X^M^iC jptj-^^^-yig^ PLA , mRNAgggj/t^ — >©ft?flf 
10 £ mRNA £@£ LfeS' — r ^jftffffiffi Lfc DNA Br K" (7D-7) £ ;W ^ U ^-f -fe* 

— >a >-r*> c tCctoxjt^tsc: if >gi#r) o nmm i t- pcr 

ii*S*£^S!{ b& DNA #rJt£ x Amersham Pharmacia Biotech 4±© Megaprime DNA 
labeling system l^Tifcl^fSI L fco Cl ©»r>t £ r d — y £ UT Clontechtt 
© v «i7 x Multiple tissue northern blot £/W :T U £f-f -t? — > 3 > Ufeo MM 

m^tzmm<Dt$-c&fomiz&\,\Tm pla : mRNA ^i^^ < igiiTt^i>c £##1 

W U o 

glffiSffl 3 vfr^fl-j&gj PLA , cDNA ± — &J%3£©&ife 

cDNA ©g£fclg|5# («=f>5*igE) ©tf$B*>£> cDNA © 5 ' 3g 3 ' ig^^tf±^T^a5 
d(4. WT0J:o5;*S(: £ o T # 81 T 3 d £#T-£3o SEftl&acDS*! «fc £ T 
>^-fe y =f £ VfcUr u rfv-£v% < ifrmmtZo cDNA§S*4 

tisX. $>t>frbtb?(D 5 ' 5g 3 ' 3SC^^^^©iB^iJ^e,^^T^r^— DNA 

#tt*Q;*ftT^s *»©£§igyfc ut, c ©^^©iBjajc^tj&fc-r 3* u sv- 1 

PLA, «r««jfc*»J :Jv-©^7-T? PCR ^fro^tCctot, ifc *H SB # £ ^ tj 
cDNA ^ii*a-T^> ^ t&-e%% (RACES) o 
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cDNAKWfc Itli Clontech*© Marathon-ready cDNA (Mouse spleen)**^ 

5 

»ACBtt*+**»(0PClJt( B i:pj* CI . 8ted PCRT-frfcofc. 5' RACE (3 
fct. 1 HJ B © PCR -CttBPJtf # 6 ©* „ rfv- k Clontech *t© cDNA IS^^^ 
©*Urfv-AP-l 2BB0PCICIt E Jll f 7ot';^-| : cDKAtt» 
(Clontech) W¥©AP-2**K.fc. 3' <B| RACE fcfc, lHBCttBW« 8 0 
*'Jrfv-* AP-K 2Hit B lJ|«9©*.J^-t A P-2 M 
ttTalaRaBxTaqftttAu HIStt9 4-C 1 *K 6 0 «C 1 7 2 »C 2#* 

5' ^ RACE 450 ig S *K 3' « RACK * 6 tt » 470 ISgi»©yt > K 

Applied Biosystemstt© PRISM 310 Genetic Analyzer C J;,TJWfU L 

Cat(5m PLA JC DNA*±^ N TM0 3ofl)«tg»IS 

20 tzmmVtzo C*lfe©cDHA*«ait|L&loOcDIAtLT#*LTV^C:fc*« - 
*til^|«tl0» 6 18 Cii t*.i^t MU clontech ft 
© Marathon-ready cDNA (Mouse spleen)*«fflK: K *** 1 0 1 2 ©* rf v 
-*«^T PCR «ff ofc 0 fijSjg*© 1 * 1 ftstsc LT:ru Jv-1 

U1 3 ^20g©PCR*^^ feo u fn ^ WJKttTalalaBxTaq*^ 9 
4-C 1*K 5 5-C 1», 72'C 2»*3 0*OAT.Mtfifo4 ofti:W 
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* >;*?m$:=i— K LTU38&#©IB?nj/!>>e> PLA, ^>/^f©7U ^Sig 
5 14 2 d £&£>fr-?tzo >;t?n&, frv&m PLA, 77^J 

P^T-^^^n-O^^rT©^*}^ (PLA, rS& Ca l+ ifcS-£g|5{£©IE?!k 
Cys^Sffc) LT^7co Ufr Wt^Ktts gtfcJ©#«fcS PLA, 

35.8%, v<j7* IIAS£ 47.7%, x"i7 ^ IIC^£ 38.0%, v * ;* IIDSi: 41.8%. v 
10 </^VSi:41.0t v^xXSJ:35.8U-fe^fco 

— ©fad, vi^fct h T-JiPl D * rcDjtfe^©iB^J(i5VN^i§^^|5H4^ 
RfOtjdi^TtS^, 3 >-k >-tt^lB?'J{3*fJE5-r £ cDNA U?'JfcJu t b I PLA, CD 
15 cDNA SB^U £ $5 £ flj PI 4£ # jfl < , ipoY9X PLA, it£^©ie?0tg$g£ tw fc h- © 

m Pistes d— ->y-r^^-^^^jfflffi«i*s^o t ?,n^o 

H5S^ 3 T-^^$n^v»i7^© cDNAiB^lltt. HAS, I ID m h. ©*B PI4±# 
i^d £&mW L £:©-£, *fj&£-f 3 t PLAjitfe^*) tHIAl,tHID 

20 cDNAiBfj. t h- has, t h iids©^ > ± > y- xmpiffifr* & iz it, 

IB^'JS^ 1 4 13®© 2 3&©Tyrfr£> 2 8 &© Gly 2i -e {wftjEfc-f £ cDNAK?!|£ 
fctiz, k b HAS, t h IID S©-en^nMJ5C-r-5 cDNAlB^"J*,%li: LT, B2^iJ 
25 1 6 frbtaz* 'J rJv- (t>7*'j37-) Zmffilsfco £7cI2?!]#^l 

4 IB«!4© 4 6 iu© His 5 2 {4© Arg g; T* CJfJiSf £ IB^JS-^ 1 7 £ & £ * 
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t h Genomic 814*6*^^^,^^^^^ pcR (J 
9 4»C 1*K 50«C 72-C 2«30#^^t(Difl)*ftttH»|, 

5 1 h l^^fFTfro feoPCR ©ItM BOEHRINGER MANNHEIM # CD Human Genomic DNA 

*«v*&. *n*n, ^soo. 350. .300 3a«®»« 

Mfe ASt^ & »± & {±J £ n £ o 

10 fcffofc. MiM^ WSOOtta^DHAWM-tttHIAffiPLA,, »3S0«M 
®»W»ifl*thilD«FLA l l.*»C4:#*i WLfc . C n6©DIA»* tt pibtt 

u<D«tE9ltt, HAM, HDfflPLA^HbttBK^^* 
15 S^>fo^ fS ^^ M (i«Kl 805 8tt*6 2 6 9tt) « 

*ft**l3«roK«-Lfco fftfe^^v.^^^j 9-2 4 t 

** Cth CDNA * « * ^ ItBL Ac <D H|t C Nested-PCR § o ft . 

25 fft*>%. lHB©PCRT-tt, E*|**l 9i2 2C*i;i7-MK *©ig 
■ ft***92:UT ? 2HBOPCRCttB«»*2 0t2 3©*Urfv-ft«v, 
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£o PCR i£ 1 Eg. 2 Eg £: fc. 9 4°C 1 5 5 °C 1 7 2 °C 1 3 0 
ZfrX, ^©fli©3lfHiitii0!l 1 tmgkft-Cfi^Tzo 1 Eg© PCR ©ifSHdte. 
Clontech #© Marathon-ready cDNA (Human kidney, pancreas, smal 1 intestine, 
spleen, lung, heart, leukocyte, liver) %m^tz 0 -£©1^31. m^TzH&m<D o 
5 -^mi)^ < #r£tt: h PLA, LT^-5©li. small intestine 7? & & £: ^« t? 

gfzo m^titz DNA Krtt-&fgffi0! 1 tmmiz LX ? a-->y L. *©ttSE7U 
L£o-£©IS^.iiuJS{;:;i3^T^& b£ t> ©^ ^ V >^*£*> * 3 cDNA 
IB?!] & £ £ t ftt> o tz o 

10 5 ' «£^i?±m^#£ RACE&^cfcoT^Lfco M<*lfc&§gim. II 

MM 3 {3 IB L&a&ftTJfr^* PCR ©fisncti Clontech #© Marathon-ready PCR 
cDNA (Human Small Intestine)£ffl^£o ±m%& £ mMT Z Tz 46© T > -fe > * 
* U rf v — ic^'JS^ 2 3 i: 2 4 £JBV^o -£©i&jfl. ^120 JM«*T© DNA 
®rtf-#f#*>ft. i&»I2?"J£&>£ L£o ^©SS?!]** ?> $ *>£±sStt££#8lt-f 

15 ©T>^-fe y rfv-2 0 (SB^JS-f 2 5 . 2 6 ) fcigfrL. I*0EH3 L X RACE 

fco -^©^^. £j 1 5 0 iSStt© DNA KfK-^^^tl. i« IB #1 £ & 5£ L 

Tzo 

Sfc. 3* ^£^tfTMg&#te#.T©£3& NestedPCR££oTi|i&L£:o T 

i: pla, t©^iBi^#^S(w^v%c tifimm LfzcDx, mmm s x&Tzztitc-w 

*© cDNAIc?'J(IB?'J#-*f 1 4 )^St: LT. 5 9 5 ?> 6 1 5 6 0 1 
6 2 1 {5 f3 3tf J5& t57>ft >7t - 2® (lE^J^-f 2 7 . 2 8 ) 
L. C tl ?> 3* y — $rT>-^--fe > XZf^ V — t ffl I \ PCR £ fr £ «> 1 HI g 
25 ©PCRT*<i. B2?!)§-5§- 2 0 t 2 8 ©3" y rfv — -eclillltlStS h b 

T. 2 E g© PCR tciiiByiJS^ 2 7 ©# y rfv — SfflWfc 0 PCR « 1 0 g . 
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2 m*t*. 9 4X5 1*; 5 72102^30^^^ 
Mtt^U^ttT.^ feo l@S0PCR0i S( : {1 , Clontech*© 
Marathon-ready cDNA (Human small intestine) fcfflv^co ^300 

2 9 {Cgg-To 



10 



142-e^:i:mot 0 **^*« (E*«*3 0) tt. SraBJB PLA, 7 
*«ffiOB*U CjsBSft) *«*UT^fe. L*Lft# 6% **Wi**tt. 

tt* fch IB^i:39.0%. th HAfflfcB1.4X, hr IIDHfcS9.2X, t r V a t 
15 45.71 tMlfc38.2!Cefeofe 0 



5 Mfr&z-W Pr.A^cpgggj 



*§*>ttfc cDMAEHtsc LT* =Jv-(B*IM 3 1-34 ) ^ ip ^ UcMA 
M«*t7^« 3 - mi , (3 ^ 0 , M) *ifi«i^ Nested 
20 PCB*firofc.lBB©PCIttt. 2 HB«D PCE C ttB *» 

t3U34 C *** U Mfctt Clontech #CD Marathon-ready 

PCR cDNA (Human Small Intestine)£ffl ^fc. E«H32CSt*^7- tt 

(Kozak sequence) 1W»* 3 4CSt* ^Y- tt « iMlhlI tB 

25 ■*h4I«^. 3 - ? oy«tltIotIiIb.i mt4Mttft ^ 
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> ttmHSilZMfo-r £ cDNA #«|R||^j&©±8tfc: Kozak K8J&^*k $ £> 13 NotI 
£ Xbal £ <fc oTtOWf^nfctO ») □ * ^ ft*n±SS«k TSE*©**!*: * o cDNA 

5 PLA»sggi^^ # — & N ^© cdna zm^myofflffimcomm^? x$>% pcdna 

3.K + ) (Invitrogentt)©^*D^:-^— T M £ JH # |6j £ & 3 «fc 5 NotK Xbal it-f 
h P^Jf A LTffsS L£o :7"D^ — * — PLA, cDNA {Z^{tT©^SI2^J^S 
^i^L. #i^±A:&to&^Jl#^A£ftT^:fc^C: ££StigLfc&. PLA,#gSi^ 

10 BOEHRINGER MANNHEIM %t© FuGENE "6 h ^ > * 7 =. ? > 3 > mm £ ffl W 

GgfflifcfimtC^oko iA3 BtC, ^^±Sj5<t^«Bfla7^ -fe- h *© PLA,rS 

^^sij^l^o PLA,?stt©sii^{i, 'n-^u-f ymx-mmLTzKmrnm*) >mmm 

^$SI^:l•C^ Elsbach £>©;5i£ (Methods Enzymol. 197, 24-31 (1991)) © 
tfcoTffofco -€©^31. PLA, cDNA £$PAbT<^&l^3> hD-;i/77 
15 ^ ^ K£^A L£Sa!BS£lt-<T. *f jtt::^ PLA, rS-ft^^^i^ff £tfctB £ *U 

^•n£j^ j PLAj-r-fe?. c t^fii^^n^da 2 ) 0 * <D&mi%&(Dftmiz&^ m 

m&(D Ca^iffltfeof; (S3) o 

20 Sti3 N HAS. IB^^^SPLA:©^^fStt*^(<liP^J-r-2.C:i:AS^^$nTl> 
-S 1-oxamoylindolidine i§^ffc© Indoxam (Yokota h -> Biochim. Biophys. Acta 
(1999) 1438, 213-222) ©t h M m.#Wm PLA, 3 BBSFrSte C o V> X m^< & „ 

PLA, rS4$tt, Draheim £ ©;£& (J. Med. Chem., (1996) 39, 5159-5175) Cipt 
ts H C*i§SU-palmitoyl-2-oleoyl-phosphatidylcholine (POPC) £> © 14 C-^b 

25 >f >$?©jfi$£S£«iJ^-rs C i:KJ:o-tfT&ofc 0 ?ftt>*>. 50mMTris-HCl ( P H 
8.0) . 200 mM NaCK 2 mM CaCl,, 1 mg/ml bovine serum albumin h J& -5 



31 



10 



WO 01/21775 

PCT/JP00/06344 

*T-, 1 mM POPC (ft 100,000 cpm 0 "C-POPC fc*« H POPC OS**) 3 mM 
***i,n-»m»Z***Wt*K h»»S!PU l ft«^©« fl t©i Ildoxa . #it 
TT, 40»C. 60 *«aFftfc«C-*l,-r>M» t | jebfc- t > IB 

M (2 m) . IIA9 (10 ng) fe^tll (4 ng) tt , b 

Ind«u##«TTfO#t h *« 9 PLA, fc J: * "C-POPC S> © "C-*U-f 
26g|jt£ 100%fc U **lfcWl-*Indoxa.#MTT©aiM«X T . 3%Lfc . c 
Indoxamfct, *»W© fc h PLA,_ (IIBffl) , IID S3* J: V IIA.fflftM < H 

«-r* c £#atig£ft£ (04) 0 



5 



15 t ^#»8S>PLA,0£!{&#S#i5!#£ft5„ 
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1 • I2#J#-f 3 0(0.1 (i©Asn>^£> 1 2 3 &©Cys£ T* © 7 5; J Mmn&^tsf 
5 2 . IH3?!J#-^ 30(0-1 9<£©Met2>>£> 1 2 3 & ©Cys£ T? © T 5 -/ $£K?U£^ 

trM^ig i mm®* >;^f„ 

10 4.S3$£1 % 2 Zfztt 3 ©V^-rn^^IB«6©^ — h'-T^DNAo 

5 . K 2 9© 1 1 6{£©Afr£> 4 8 4 &©Cg; f ©igSE^J £^"t? li^JS 
4 sH®©DNAo 

6 . mnm^ 2 9 © 5 9&©A*>e> 4 8 4e©c*-r*©j®siH^j^^tfii^^ 5 

13® ©DNAo 

15 7 . 5Jttt6 izmm<DdMt X V 0 > V x. > h fc^l^T-^W ZT >J *W X 

L> U/t--fe*Ajr5tt$r^-r^>^ KT£DNA 0 

8 . gfj&ll 4 e> 7 ©^-rn^{;HB®©DNA«: wr-s^^^^ ^-o 

9 . IS^JI 8 §3*i©#g5i^ *-£?g£{3^A Lt§ t> tizmmfc&foo 
1 0 . li^^Dia^iaBJia^-C-fe-Sif ^Jl 9 IB«6©J15Hte^f*:o 

20 11. it^Ji 9 1 0 izmm,(DBnmmtt-*mm? z>Jim. &&vm$L$ 
tirzm&m 1 „ 2 3 ©v>-rn>Mwi3«6©^ >;i? m&i%mt%Mfrt>mw.T 

12. m&mi. 2 3 ©o-rn^tiB^©^ >n?m&&m$jizwgm? 

25 - 1 3 . m&m 1 2 £13^©ia#:£^3r -T3 d i: -ra^-sass** * /•? 

-•i?A^^^a©^BrMo 
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— -fe*Aj©«iJ^^y ho 

v - A,fs^ £ *m to iz m m t z \t^m © * t y - = > ^ # & c 

1 7 . l 6 (Z|B«©^^ U-^>^#£cfc D^e>n^-j^^ (I) 

R 1 — (OynHD-^ .R 2 



RMi. -C00H, -SOaH, 3Z.«-PO(OH) 2 ; 

R 2 {£, -COCONH2. -CH 2 CONH 2 , X«-CH 2 CONHNH 2 ; 
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-315bp- 
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1.0 2.0 3.0 
CaCI 2 (mM) 




0.1 1 10 100 1000 10000 

Indoxam 3Rlf£ (nM) 
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<210> 1 
<211> 320 
<212> DNA 
<213> Mis nusculus 

<400> 1 

cttcaagaga ngagggaaac ctgccctgna gtacaatnac tatggctgct attgcggtgt 60 
cggtggctcc cactggccag t gggn rg aaa cggattggtg ttgtcatgcc catgactgct 120 
gctatggccg cctggagaan ctgggctgtg accccaagct ggaaaagtac ctcttctcta 180 
tcactcgaga caacatcttc tgtgctggta aaacggcttg ccagcggcat acctgcgaat 240 
gtgacaaaaa accgctctct gctttcgcca caaretgaac acttacaacc gcaantatgc 300 
ccactacccc aacaagctgt 320 



<210>2 
<211> 23 
<212> DNA 

<213> Artificial Sequence 



<4D0>2 

cttcaagaga ngagggaaac ctg 



23 



<210> 3 
<211> 20 
<212> DNA 



1711 



THIS PAGE BLANK (uspto, 



WO 01/21775 



PCT/JPOO/06344 



<213> Artificial Sequence 



<400> 3 



agcttgttgg ggtagtgggc 



20 



<210> 4 
<211>23 
<212> DNA 

<213> Artificial Sequence 
<400> 4 

tcaagagang agggaaacct gcc 23 

<210> 5 
<211> 21 
<212> DNA 

<213> Artificial Sequence 



<210>6 
<211> 23 
<212> DNA 

<213> Artificial Sequence 
<400> 6 

ggttgtaagt gttcaggttg tgg 23 



<210> 7 
<211> 21 
<212>.DNA 

<213> Artificial Sequence 



<210>8 
<211> 22 
<212> DNA 

<213> Artificial Sequence 
<400> 8 

agacaacatc ttctgtgctg gt 22 



<400> 5 

cttgttgggg tagtgggcat a 



<400> 7 

acattcgcag gtatgccgct g 
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<210> 9 
<211> 23 
<212> DNA 

<213> Artificial Sequence 
<400> 9 

ttgccagcgg catacctgcg agt ' 23 

<210> 10 
<211> 23 
<212>DNA 

<213> Artificial Sequence 



<210> 11 
<211>22 
<212>BNA 

<213> Artificial Sequence 
<400> 11 

tagacggtga ctcagagctg ca 22 

<210> 12 
<211> 24 
<212>DNA 

<213> Artificial Sequence 



<210> 13 
<211> 22 
<212> DNA 

<213> Artificial Sequence 
<400> 13 

agggtattga gatgccagag gc 22 

<210> 14 
<211> 883 



<400> 10 

aggtagaaaa gagacctctc tea 



23 



<400> 12 

ggaaaataga cttctcttat tcag 



24 
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<212>DNA 

<213> His musculus 

<220> 

<221> CDS 

<222> (166).. (591) 

<220> 

<221> mat ..peptide 
<222> (223).. (591) 

<400> 14 

gaaaflgagan ctctctcagt agacggtgac tcagagctgc agggtgtacc aggcaggtgg 60 

actcggtccc catcaccttt gcaacaggga cagagcttgc agtacccaga tgcccctggg 120. 

aggtggcaga gcaggctccc atgccccctg cctacctccc ccagg atg aaa cct ccc 177 

Met Lys Pro Pro 

att gcc ctg get tgc ctt tgc etc ctg gtg ccc ctg get ggc ggg aac 225 
He Ala Leu Ala Leu Cys Leu Leu Val Pro Leu Ala Gly Gly Asn 
-15 -10 -5 -1 1 

ctg gte ttt gga gtg atg att gag aga atg acg gga aag cct grc 273 
Lai Val Gin Hie Gly Val Met lie Glu Arg fet Thr Gly Lys Pro Ala 
5 10 15 

ctg cag tac aat gac tat ggc tgc tat tgc ggt gtc ggt ggc tcccac 321 
Leu Gin Tyr Asn Asp Tyr Gly Cys Tyr Cys Gly Val Gly Gly Ser His 
20 25 30 

tgg.cca gtg gac gag acg gat tgg tgt tgt cat gcc cat gac tgc tgc 369 
Tip Pro Val Asp Glu Thr Asp Trp Cys Cys His Ala His Asp Cys Cys 
35 40 45 

tetggc^ctggagaagctgggctgtgaccccaagctggaaaagt^ 417 
lyr Gly Aig Leu Glu Lys Leu Gly Cys Asp Pro I<ys Leu Glu Lys tyr 
50 55 60 65 

etc ttc tct ate act cga gac aac ate ttc tgt get ggt aga acg get 465 
Leu Phe Ser He Thr Arg Asp Aai He Phe Cys Ala Gly Arg Thr Ala 
70 75 80 

tgc cag egg cat ace tgc gag tgt gac aag aga get get ctt tgc ttt 513 
Cys Gin Arg His Thr Cys Glu Cys Asp Lys Arg Ala Ala Leu Cys Phe 
85 90 95 

cgc cac aac ctg aac acttacaacc^aagtetgcrcactaccccaac 561 
ArgHisAsnLeuAsnThrTyrAsnAr^LysTyrAlaHi 
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100 105 110 

aagctgtgtactgggcccaccccaccctgc tgaggccctg ctcggctcca 611 
Lys Leu tys Thr Gly Pro Thr Pro Pro Cys 
115 120 

tagccacccc aggctgctgc agtctcaggc ccagagaage tcggaacoca gattcctctc 671 

ccageagact catcccgccc cccccccaga gatcatgagc cctggtctct ggcctccagg 731 

accacaccag atccacggga tcagetgaag aagtcacggg actcgtcagc gctcacaaga 791 

tccactaagt cgcctctggc atctcaatac cctcttctga ataagagaag tctattttcc 851 

cgaaaaaaaa aaaaaaaaaa aaaaaaaaaa aa 883 



<210> 15 
<211> 142 
<212> PUT 
<213> His misculus 

<400> 15 

Mst Lys Pro Pro He Ala Leu Ala Cys Leu Cys Lai Lai Val Pro Lai 
-15 -10 -5 

Ala Gly Gly Asn Leu Val Gin Phe Gly Val Met He Glu Arg tfet Thr 
-11 5 10 

Gly Lys Pro Ala Leu Gin Tyr Asn Asp Tyr Gly Cys Tyr Cys Gly Val 
15 20 25 

Gly Gly Ser His Trp Pro Val Asp Glu Bit Asp Trp Cys Cys His Ala 
30 35 40 45 

His Asp Cys Cys Tyr Gly Arg Lai Glu Lys Leu Gly Cys Asp Pro Lys 
50 55 60 

Leu Glu Lys Tyr Leu Phe Ser He Thr Arg Asp Asn He Phe Cys Ala 
65 70 75 

Gly Arg Thr Ala Cys Gin Arg His Thr Cys Glu Cys Asp Lys Arg Ala 
80 85 90 

AlaLeuCysPheArgffisAsnLaiAsnThrTyrAsnArgLy^ 
95 100 105 

His Tyr Pro Asn Lys 1^ Thr Gly Pro Thr Pro Pro Cys 
110 115 120 

5/11 



THIS PAGE BLANK 



(USPTO) 



WO 01/21775 



* 



PCT/JP00/06344 



<210> 16 
<211> 18 
<212> DNA 

<213> Artificial Sequence 
<400> 16 

ctayggctgy yaytgygg 18 



<210> 17 
<211> 19 
<212> DNA 

<213> Artificial Sequence 
<400> 17 

gbycrtagca rcagtcatg 19 



<210> 18 
<211> 300 
<212> DNA 
<213> Hnno sapiens 

<400> 18 

ctatggctgt tactgcggca tcggtggctc ccactggccg gtggaccaga ctgactggtg 60 
aggaagcagc ctgcaggggg acctccatgg ggatggagga gctgggggat cctgggagga 120 
tcctesgaga agSBESE aa g cctgggggca cctggaaaat tcaggctgat ctctcctctg 180 
ggctactttg ggctcgnggg ccccgagcag cccctggtcc agcccagcct ggctcacagg 240 
tccctccagg tcaaccatga cccttgcagg tgctgccacg cccacgactg ctgctacggg 300 



<210> 19 
<211> 22 
<212> DNA 

<213> Artificial Sequence 
<400> 19 

ctatggctgt tactgcggca tc 22 



<210> 20 
<211> 21 
<212> DNA 

611 
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<213> Artificial Sequence 



<400> 20 

ggcatcggtg gctcccactg g 



21 



<210> 21 
<211> 21 
<212>DNA 

<213> Artificial Sequence 
<400> 21 

tcccactggc cggtggacca g 21 

<210> 22 
<211> 21 
<212> WA 

<213> Artificial Sequence 



<210>23 
<211> 20 
<212>DNA 

<213> Artificial Sequence 
<400> 23 

tggcagcacc agtcagtctg 20 

<210> 24 
<211> 21 
<212>DNA 

<213> Artificial Sequence 



<400> 22 

tagcagcagt cgtgggcgtg g 



21 



<400> 24 

agtctggtcc accggccagt g 



21 



<210> 25 
<211> 21 
<212> DNA 



^13> Artificial Sequence 



<400>25 

cccaaactga accaggttcc c 
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<210> 26 
<211> 21 
<212> DNA 

<213> Artificial Sequence 
<400> 26 

ggttcccggt gaccagagcc a 21 

<210>27 
<211> 21 
<212> DNA 

<213> Artificial Sequence 



<210>28 
<211> 21 
<212>DNA 

<213> Artificial Sequence 
<400>28 

ggggtggcta tggagccgag c 21 

<210> 29 

<211>487 

<212>DNA 

<213> Hcno sapiens 

<220> 

<221> CDS 

<222> (59).. (484) 

<220> 

<221> mat_peptide 
<222> (116).. (484) 

<400> 29 

ctgctttctt ctgctgcctt ttatgctcct tgtgcacctc ccttccccgc aacctggg 58 

atg aaa tct ccc cac gtg ctg gtg ttc ctt tgc etc ctg gtg get ctg 106 
Ifet 1^ Ser Pro His Val Leu Val Hie Leu Cys Leu Leu Val Ala Leu 



<400> 27 

gctatggagc cgagcagggc c 



21 



-15 



-10 



-5 . 



mi 
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gtc acc ggg aac ctg gtt cag ttt ggg gtg atg ate gag aag atg aca 154 
Val Ihr Gly Asn Leu Val Gin Phe Gly Val Met He Glu Lys Met Thr 
-11 5 10 

ggcaagtccgccctgcagtacaacgactatggctgttaclgcggcatc 202 
Gly Lys Ser Ala Leu Gin Tyr Asn Asp Tyr Gly Cys Tyr Qys Gly He 
15 20 25 

g^ggctcccact^ccggtggaccagactgactggtgctgccacgcc 250 
Gly Gly Ser ffis Trp Pro Val Asp Gin Thr Asp Tip Cys Qys His Ala 
30 35 40 45 

cac gac tgc tgc tac ggg cgt ctg gag aag ctg ggc tgt gag ccc aaa 298 
His Asp Cys Cys Tyr Gly Arg Lai Glu Lys Leu Gly Cys Glu Pro Lys 
50 - 55 60 

ctg gaa aag tat ctt ttc tct gtc age gaa cgt ggc att ttc tgc gec 346 
Leu Glu Lys Tyr Leu Phe Ser Val Ser Glu Arg Gly He Phe Cys Ala 
65 70 75 

ggcaggaccacctgcc^cggctgacctgcgagtgtgacaagagggct 394 
Gly Arg Thr Ihr Cys Gin Arg Leu Ihr Cys Glu Cys Asp Lys Arg Ala 
80 85 90 

gec etc tgc ttt cgc cgc aac ctg ggc acc tac aac cgc aaa tat gec 442 
AlaLeu(^PheAigArgAsnLeuGlyThrTyrAsnArgLysTyrAla 
95 100 105 

cattatcccaacaagctgtgcaccgggrccaccccgccctgctga 487 

ffisTyrProAsnlysIieuCysTrrGlyProThrProProCys 

110 115 120 



<210>30 
<211> 142 
<212> PRT 

<213> Hano sapiens 
<400> 30 

M Lys Ser Pro His Val Leu Val Phe Leu Cys Leu Leu Val Ala Leu 
-15 -10 -5 

Val Thr Gly Asn Leu Val Gin Phe Gly Val Met He Glu Lys Met Ihr 
-11 5 10 

Gly Lys Ser Ala Leu Gin Tyr Asn Asp Tyr Gly Cys Tyr Cys Gly He 
15 20 . 25 

Gly Gly Ser His Trp Pro Val Asp Gin Thr Asp Irp Cys Cys His Ala 

9/11 



# 



THIS PAGE BLM n/ 



WO 01/21775 PCT/JP00/06344 




30 35 40 45 

ffis Asp Cys Tyr Gly Arg Leu Glu Lys Leu Gly Cys Glu Pro Lys 
50 55 60 

Leu Glu Lys Tyr Leu Phe Ser Val Ser Glu Arg Gly lie Hie Cys Ala 
65 70 75 

Gly Arg Bit Bit Cys Gin Arg Leu Bit Cys Glu Cys Asp Lys Arg Ala 
80 85 . 90 

Ala Leu Cys Phe Arg Arg Asn Leu Gly Thr Tyr Asn Arg Lys Tyr Ala 
95 100 105 

ffisiyrProAsnlysLeuCysThrGlyProThrP^ 
110 115 120 



<210> 31 
<2U>22 
<212>DNA 

<213> Artificial Sequence 
<400>31 

atgaaatctc cccacgtgct gg 22 



<210> 32 
<211>49 
<212> DNA 

<213> Artificial Sequence 
<400> 32 

agtagttgat gcggccgcca ccatgaaatc tccccacgtg ctggtgttc 49 



<210> 33 
<211> 18 
<212>DNA 

<213> Artificial Sequence 
<400> 33 

18 



<210>34 
<211>44 
<212>DNA 

<213> Artificial Sequence 



1CV11 
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<400> 34 

taagcttttc tagatcagca gggcggggtg ggcccggtgc acag 




PCT/JP00/06344 



44 



11/11 



• * 



THIS PAGE BLAMK (uspto) 




INTERNATIONAL SEARCH REPORT 



International application No. 

PCT/JP00/06344 



A. CLASSIFICATION OF SUBJECT MATTER 

Int. CI 7 C12N9/20, C12N15/55, C12P21/02, C12P21/08, C07K16/40 



According to International Patent Classification (IPC) or to both national classification and IPC 



B. FIELDS SEARCHED 



Minimum documentation searched (classification system followed by classification symbols) 

Int. CI 7 C12N9/20, C12N15/55, C12P21/02, C12P21/08, C07K16/40 



Documentation searched other than minimum documentation to the extent that such documents are included in the fields searched 



Electronic data base consulted during the international search (name of data base and, where practicable, search terms used) 
WPI, WPI/L, BIOSIS PREVIEWS , CAS ONLINE, DDBJ/EMBL/GenBank/Geneseq 



C. DOCUMENTS CONSIDERED TO BE RELEVANT 



Category* 



Citation of document, with indication, where appropriate, of the relevant passages 



Relevant to claim No. 



Balsinde J. et al. "Function and inhibition of 
intracellular calcium- independent phospholipase A2 . " , 
J Biol Chem., Vol.272, No. 26 (1997) , pp. 16069-72 

Tischf ield JA. et al . , ( A reassessment of the low molecular 
weight phospholipase A2 gene family in mammals.", 
J Biol Chem., Vol.272, No. 28 (1997), pp. 17247-50 



1-18 



1-18 



] Further documents are listed in the continuation of Box C. | | See patent family annex. 



* Special categories of cited documents: 
"A" document defining the general state of the ait which is not 
considered to be of particular relevance 

earlier document but published on or after the international filing 
date 

"L" document which may throw doubts on priority claim(s) or which is 
cited to establish the publication date of another citation or other 
special reason (as specified) 

"O" document referring to an oral disclosure, use, exhibition or other 



"P" document published prior to the international filing date but later 
than the priority date claimed " 



T" later document published after the international filing date or 
priority date and not in conflict with the application but cited to 
understand the principle or theory underlying the invention 

X document of particular relevance; the claimed invention cannot be 
considered novel or cannot be considered to involve an inventive 
step when the document is taken alone 

T document of particular relevance; the claimed invention cannot be 
considered to involve an inventive step when the document is 
combined with one or more other such documents, such 
combination being obvious to a person skilled in the art 
document member of the same patent family 



Date of the actual completion of the international search 
12 December, 2000 (12.12.00) 



Date of mailing of the international search report 

26 December, 2000 (26.12.00) 



Name and mailing address of the ISA/ 

Japanese Patent Office 

Facsimile No. 



Authorized officer 



Telephone No. 



Form PCT/ISA/210 (second sheet) (July 1992) 



• * 



HIS PAGE BLANK (uspto) 



* 



mmrnm^ pct/j poo/06344 



a. &w<omi-z>ftm<»ftm (SMetKHR u po ) 

Int.Cl' C12N9/20, C12N15/55, C12P21/02, C12P21/08, C07K16/40 



B. 



m^noitm^mnn (mmwum (i po > 

Int. CI' C12N9/20. C12N15/55. C12P21/02. C12P21/08, C07K16/40 



WPI. WPI/L. BIOSIS PREVIEWS. CAS ONLINE, DDBJ/EMBL/GenBank/Geneseq 



Balsinde J. et al. "Function and inhibition of intracellular 

calcium-independent phospholipase A2. * 

J Biol Chem. fg2723£. Sf!26-J§- (1997) p. 16069-72 

Tischf ield JA. et al. "A reassessment of the low molecular 
weight phospholipase A2 gene family in mammals. " 
J Biol Chem. ff?272^, !&28-f§- (1997) p. 17247-50 



1-18 



1-18 



* 91 JB**«>*y 

to 

amv< tttti<7>&mt£mij3$:m&.-rz>iz.*>\z$\m-rz 

roj P®lci5gS*. &^\^R-i-Z>3cWL 

rpj SgSWKBmrC. a»o«$fc*tO±3gogffii:/«e-5ttiJB 



J: oxm^ittiti^ tn*. €>*v-5 to 

r&j m—/<T^h7TiV-i:l8. 



12. 12. 00 



26.12.00 



B*S*Srs<F/r (ISA/JP) 
SffiS^ 100-8915 



4B 



9050 



SISS^ 03-3581-1101 3 4 4 8 



«5tPCT/ I SA/2 1 0 ($52^— i?) (1 998¥7fl) 



